Synthesis of camptothecin prodrugs
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Synthesis of CPT nanoplatforms
Synthesis of RhB-SiO 2 @MSN-COO-CPT
To a mixture of 53 mL Triton-X100, 54 mL hexanol and 225 mL cyclohexane it was added 2 mL of a TMR-APTES solution (7 mg mL -1 ), 15 mL of water and 3 mL of NH 4 OH 30 % (v/v) [2] . The mixture was allowed to stir for 30 minutes. Then, 3 mL of TEOS was added and the reaction was allowed to stir for 24 h. The fluorescent cores were isolated by centrifugation (30000 g, 15 min) and washed twice with ethanol and deionised water. These cores were suspended in 3 mL of ultra-pure water and mixed with 100 mL 8 mM CTAB solution and 1 mL 100 mM NaOH. Then, 0.3 mL of a TEOS solution in ethanol (20% v/v) was added every 30 min for three times. The mixture was allowed to stir for 2 h at 60 ºC and then, a solid was separated by centrifugation (12500 g, 15 min), washed five times with ethanol and freeze-dried. 170 mg of core-shell nanoparticles (RhB-SiO 2 @MSN) were dried under vacuum at 75 ºC for 6 hours.
To obtain nanoparticles with a coating of carboxylic moieties attached to surface (RhB-SiO 2 @MSN-COOH), 1.00 g of RhB-SiO 2 @MSN was dried at 60 ºC and vacuum for 3 h. Afterwards, 10 mL of anhydrous toluene was added and the mixture was heated to reflux. Then, 78 μL of (3-cyanopropyl)trichlorosilane (0.50 mmol) was added and the mixture was stirred for 3 h. The obtained product was filtered off, washed with toluene and methanol and dried at room temperature and vacuum for 16 h. This solid was dispersed in 150 mL of sulfuric acid (60%) and heated at 150 ºC for 3 h in a reflux system. Then, the acid suspension was diluted with 200 mL of distilled water, filtered off, washed with toluene and methanol and finally freeze-dried.
RhB-SiO 2 @MSN-COOH (500 mg) was dehydrated at 60 ºC and vacuum for 6 h. Then, 10 mL of DCM, 122 mg of 1-ethyl-3-(3-dimethylaminopropyl)carbodiimide (EDCI, 0.64 mmol) and 130 mg of hydroxybenzotriazole (HOBt, 0.96 mmol) were added and the mixture was stirred at 0 ºC for 30 min.
Next, 65 mg of 20-O-trifluoroglycinylcamptothecin (Gly-CPT, 0.125 mmol) and 87 L of N,N'-diisopropylethylamine (DIPEA, 0.50mmol) were introduced, and the system was allowed to warm to room temperature and remain stirring for 16 h [3] . The resulting RhB-SiO 2 @MSN-COO-CPT material was centrifuged (12500 g, 15 min) and the obtained solid was washed with methanol repeatedly until no rest of Gly-CPT was detected by UV-Vis (A 368 ), and freeze-dried. Figure S12 . Cumulative non-specific release profile of CPT at 37 ºC from RhB-SiO 2 @MSN-SS-CPT in conditioned cell culture medium or in acid medium (pH 5.5).
DTT-sensitive release of CPT
was freeze-dried and further dissolved with 950 L of methanol and 50 L of HCl 1 M solution. Then, the released CPT was determined by RP-HPLC and ESI-MS. Triplicate samples were run for every experiment.
Cytotoxicity study of nanocarriers
HeLa cells (4000 cells/well, 96-well plates) were seeded and stabilized for 48 h in RPMI supplemented with 10% fetal bovine serum (FBS) at 37 ºC in 95% air and 5% CO 2 environment. After incubation, growth medium was exchanged before further additions. Then, cells with fresh medium were treated with CPT (in DMSO, final doses ranging from 0.025 to 2.5 g mL -1 ) and RhB- . Data indicate the mean ± SEM (g mL -1 ) of three experiments. 
Cell internalization
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Inhibition of intracellular release
Effect of BSO concentration in cell viability
HeLa cells (4000 cells/well, 96-well plates) were seeded and stabilized for 24 h in RPMI supplemented with 10% fetal bovine serum (FBS) at 37 ºC in 95% air and 5% CO 2 environment. Next, L-buthionine sulfoximine (BSO) was added (0-1 mM) and cells were incubated further 24 h. After incubation, growth medium was exchanged and cells with fresh medium incubated 72 hours more. At the end of the incubation period IC 50 calculation survival data were evaluated as described above. Three independent experiments were performed for every sample, and each experiment was carried out with five points per concentration. 
Effect of BSO in CPT activity
HeLa cells (4000 cells/well, 96-well plates) were seeded and stabilized for 24 h in RPMI supplemented with 10% fetal bovine serum (FBS) at 37 ºC in 95% air and 5% CO 2 environment. Next, L-buthionine sulfoximine (BSO) was added (0.1 mM) and cells were incubated further 24 h. After incubation, growth medium was exchanged and cells with fresh medium were treated with CPT (in DMSO, final doses ranging from 0.025 to 2.5 g mL -1 ) during 72 hours. At the end of the incubation period IC 50 calculation survival data were evaluated as described above. Three independent experiments were performed for every sample, and each experiment was carried out with five points per concentration. 
BSO concentration/mM
Effect of CLQ the cytotoxic activity
HeLa cells (4000 cells/well, 96-well plates) were seeded and stabilized for 24 h in RPMI supplemented with 10% fetal bovine serum (FBS) at 37 ºC in 95% air and 5% CO 2 environment. Next, CLQ was added (150 M) and cells were incubated further 24 h. After incubation, growth medium was exchanged and cells with fresh medium were treated with RhB-SiO 2 @MSN-SS-CPT with final doses ranging from 0.025 to 2.5 g mL -1 (in CPT equivalents) during 72 hours. At the end of the incubation period IC 50 calculation survival data were evaluated as described above. Three independent experiments were performed for every sample, and each experiment was carried out with five points per concentration. 
